proper blood-brain barrier and perform reactive astrogliosis in response to mechanical and infectious brain injury, but are more sensitive to Kainic acid-induced epileptic seizures. EGFR-deficient cortical astrocytes, but not midbrain astrocytes, have reduced expression of glutamate transporters Glt1 and Glast, and show reduced glutamate uptake in vitro, illustrating an excitotoxic mechanism to explain the hypersensitivity to Kainic acid and region-specific neurodegeneration observed in EGFR-deficient brains.
Introduction
The epidermal growth factor receptor (EGFR, ErbB1) belongs to a family of receptor tyrosine kinases which are key regulators of embryonic and tumor development [1] . In addition to EGFR, the family includes three additional receptors, ErbB2, ErbB3, and ErbB4. Several ligands have been described for the EGFR, the most prominent being EGF, TGFa, and HB-EGF, while another family of ligands, the neuregulins, are known to bind to ErbB3 and ErbB4. Since there are many different ligands for the ErbB receptors, and the receptors can homo-and heterodimerize, a tremendous diversity of downstream signaling pathways can be initiated in response to different ligand/receptor combinations [2] .
In the brain, EGFR expression increases during the late stages of embryonic development and is mainly found in proliferating and migratory regions [3, 4] . Increased EGFR expression characterizes a progenitor population in the subventricular zone (SVZ) that is more prone to differentiate into the glial lineage than the neuronal lineage [5] . This bias toward glial differentiation is attributed to synergistic effects of EGF and LIF (leukemia inhibitory factor) [6] . Asymmetric distribution of the EGFR after mitosis of ventricular zone (VZ) and subventricular zone (SVZ) precursors seems to affect cell fate, with a predetermination of the EGFR high population to an astrocytic fate [7] . In the adult brain, EGFR has been shown to play a critical role in the regulation of the neurogenic niches, found in the SVZ of the forebrain and the subgranular zone of the hippocampus [8] [9] [10] , where activation of stem cells appears to correlate with the acquisition of EGFR expression [9] . Overexpression of the EGFR in neural precursor cells has been shown to result in reduced neural stem cell proliferation and self-renewal in the SVZ [11] , illustrating a critical role of EGFR signaling not only in neural stem cell maintenance but also in astrocyte differentiation.
Complete inactivation of the EGFR gene in mice produces diverse phenotypes depending on the genetic background, ranging from embryonic lethality due to placental defects through to early postnatal mortality from lung immaturity [12] [13] [14] [15] . Mice surviving the first postnatal week are growth retarded and show abnormalities in skin [12, 14, 15] , bone [16, 17] , intestine [12] and brain [13, 15, 18] development, proving an essential role for EGFR signaling in multiple organs. Most EGFR knock-out mice die before weaning age, although in very rare cases the mice can survive up to 1 month [12, 14] . Embryonic brain development proceeds inconspicuously in EGFR knock-out mice, but postnatally a massive degeneration of the cerebral cortex and the olfactory bulbs can be observed, which is characterized by apoptotic death of neurons as well as astrocytes [13, 18] . Degenerative processes can also be detected in the thalamus but thalamic astrocytes do not seem to be affected by apoptosis and can actively respond to the neuronal degeneration by inducing reactive gliosis. Interestingly, cultured cortical astrocytes, but not midbrain astrocytes from EGFR knockout mice, are more susceptible to apoptosis than astrocytes from other brain regions, a phenomenon paralleled by decreased activation of Akt in cortical knock-out astrocytes [19] . Moreover, EGFR-deficient cortical astrocytes cannot support neuronal survival in an in vitro coculture system between astrocytes and neurons suggesting that defects in cortical astrocytes might be responsible for the cortical neurodegeneration observed in vivo [19] .
Astrocytes are one of the critical differentiated cell types of the brain that primarily have a protective function, forming the tripartite synapse along with the pre-and postsynaptic neurons. Astrocytes ensure correct homeostasis of excitatory neurotransmitters and dysregulation of astrocyte function has been associated with seizures and epileptogenesis [20] . This homeostasis is largely controlled via neurotransporters, which take up excess neurotransmitters within the synaptic cleft. The primary excitatory neurotransmitter in the mammalian brain is glutamate, which is regulated by glutamate transporters (excitatory amino acid transporters; EAAT1-5), of which Eaat2 (Glt1) and Eaat1 (Glast) are the two most prominent and expressed on astrocytes [21, 22] . Glutamate transporters on glial cells have been shown to account for the majority of glutamate uptake in the brain, and impaired glutamate uptake by these transporters has been shown to contribute to the development of epilepsy [23, 24] .
To investigate the role of EGFR in the adult brain, we generated two conditional EGFR-deficient mouse models where Cre recombinase is driven by the Nestin [25] or GFAP [26] promoter. Here, we report that mice with brain-specific ablation of EGFR do not display significant brain phenotypes but are severely susceptible to Kainic acid-induced epilepsy. Furthermore, in the absence of EGFR we identified a defective glutamate transport activity in cortical EGFR-deficient astrocytes proposing a neurotoxicity basis for the neurodegeneration observed in EGFR-deleted brains. We therefore identified a critical role of EGFR signaling for the survival and functionality of cortical astrocytes and neurons through glutamate transport regulation.
Results

EGFR-deficient neural stem cells show a lack of symmetric stem cell division in vitro
The EGFR À/À mice have previously been reported to have severe developmental defects. Our EGFR À/À model supports these previous data and show defects including a bulging eye phenotype (Fig. 1A) and neocortex neurodegeneration (Fig. 1B) . In EGFR À/À mice, neurodegeneration was frequently presented as a profound loss of NeuN+ neurons in the dorsal cortex associated with GFAP+ astrogliosis (Fig. 1C,D) . EGFR signaling has been well reported to be important in the maintenance of neural stem cells [11, [27] [28] [29] [30] . We wanted to investigate whether postnatal EGFRdeficient neural stem cells were impaired, which could account for any extensive developmental defects observed throughout development. To this end we isolated cells from the cortical neurogenic niche, the subventricular zone (SVZ), from P2 EGFR +/+ and EGFR À/À brains (n = 4). Initial plating of neurogenic cells under neurosphere growing conditions (termed the sphere forming unit assay, SFUA) identified a reduced neurosphere forming potential in EGFR À/À mice compared with controls ( Fig. 2A) . Specifically, EGFR À/À -derived primary cells were critically dependent on bFGF for survival and/or expansion (P < 0.0001), corroborating a previous study where we have shown that embryonic SVZ cells can expand in the presence of bFGF [30] .
Clonal expansion of the plated cells as free-floating neurospheres allows for the analysis of stem cell division, shown as an expanding population following sequential passaging, indicating that the primary neurogenic cells are capable of self-renewal and proliferation. EGFR +/+ -derived neurospheres were able to clonally expand in the presence of EGF (n = 6) or EGF+bFGF (n = 6) while bFGF alone (n = 5) allowed only for the survival of progenitor cells (Fig. 2B,C) .
Interestingly, EGFR
À/À -derived neurospheres showed a complete inability of clonal expansion when cultured with EGF (n = 5) or bFGF (n = 5) (Fig. 2B,D became apparent that a small number of these mice (less than 5%) exhibited partial cortical degeneration with destruction of laminar patterns ( Fig. 4N ), similar to the degeneration observed in EGFR À/À mice.
To investigate whether EGFR D mice had any behavioral abnormalities they were subjected to an array of behavioral analyses. All tests were carried out on male adult mice (4-6 months of age). While some differences were observed between EGFR DGfap (n = 13) and controls (n = 11) in the Elevated Plus Maze (Fig. 5A , B,C: 5.0-fold increased percent entries in open arms, 
Absence of the EGFR in brain cells does not affect blood-brain barrier function, astrogliosis, or response to pathogenic insult
An intact blood-brain barrier (BBB) ensures brain homeostasis by efficiently preventing molecules from entering the brain [13] . Astrocytes are known to be important in BBB formation by inducing endothelial cells to form the tight junctions characteristic of the BBB [32] . Given EGFR plays an important role in regulating astrocyte proliferation/differentiation, we wanted to determine whether the absence of EGFR While some differences were observed between EGFR DGfap (n = 13) and controls (n = 11) in the Elevated plus maze test (A-C), Rotarod test (D) and tail suspension test (M) the remaining studies showed no significant differences between genotypes. EGFR DNes mice (n = 3)
showed no statistical differences to controls (n = 3) in all tests save the Elevated plus maze test (A). All data are displayed as mean AE SEM; *= P < 0.05, **= P < 0.005; statistical significance calculated using one-way ANOVA with post hoc analysis.
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The FEBS Journal [33] . In severe cases of trauma astrocytes proliferate and migrate to the injured region, where they initiate the formation of scar tissue. The EGFR ligands TGFa and EGF are implicated in the induction and proliferation of reactive astrocytes [34, 35] . To determine whether the absence of the EGFR in the brain of adult mice results in functional impairment of astrogliosis, either by inhibiting astrocyte migration or by altering the composition of secreted factors, we analyzed the cellular response to traumatic brain injury. Adult mice older than 3 months were used to ensure the complete absence of the EGFR in the brain. Forebrain stab injuries were performed as previously described [36] and mice were sacrificed 1 and 5 weeks after injury to analyze wound healing. One week after the insult wounds were not completely closed irrespective of the genotype, and comparable numbers of infiltrating astrocytes were detected in EGFR DGfap , EGFR DNes , and control mice (Fig. 7E,I ,M). Thirtyfive days after injury the wounds were closed in all genotypes and a glial scar had developed (Fig. 7G , K,O). GFAP-positive reactive astrocytes were observable at 7 days (Fig. 7F ,J,N) and still detectable around the scar at 35 days postwounding, indicating ongoing regeneration (Fig. 7H ,L,P). We were not able to detect differences concerning the quality of the glial scar or the time required for healing between the genotypes. These results indicate that EGFR signaling is dispensable for astrogliosis and brain injury repair. Since EGFR expression in astrocytes does not seem to be essential for acute injury responses, we next evaluated whether absence of the EGFR affects the response to a chronic pathogenic challenge in the brain. A wellcharacterized model for such a challenge is prion disease, where brains of mice infected with prion protein develop pathological changes within 150-200 days after infection which, at the histological level, are manifested by accumulation of infectious prion protein (Prp Sc ), development of astrogliosis and neuronal loss [37] . EGFR
DGfap
, EGFR
DNes , and control mice were intracerebrally infected with two different doses of the RML5 strain of murine adapted scrapie prions. Regardless of their genotype all animals showed comparable symptoms of prion disease and succumbed to the disease after the same incubation period (low dose: EGFR DGfap 193 AE 16 days (n = 7), EGFR DNes 207 AE 9 days (n = 7), control 202 AE 13 days (n = 6); high dose: EGFR DGfap 170 AE 11 days (n = 6), EGFR DNes 170 AE 13 days (n = 4), control 176 AE 7 days (n = 4)) (Fig. 8A,B) . Histological analysis revealed the hallmarks of prion disease such as extensive neuronal loss (Fig. 8C,F,I ), and accumulation of prion protein (Fig. 8E,H amounts of highly GFAP-positive cells were also observed irrespective of the genotype (Fig. 8D,G,J) . Together with the traumatic brain injury results these experiments indicate that EGFR function may contribute to, but is not strictly required for initiating a response to brain injuries. 
Absence of EGFR in brain cells increases susceptibility to Kainic acid-induced epilepsy
We have previously reported that cortical neuron survival is impaired in EGFR ablated mice [19] . In addition to investigating the role that loss of EGFR has with traumatic brain injury we wanted to determine if EGFR ablated brains are susceptible to neurotoxicity-induced neuronal death. One model routinely used to investigate such phenomenon is the triggering of seizures with Kainic acid (KA), a marine-derived amino acid that has a very high activating potential of glutamate transporters [38] [39] [40] [41] . Several molecules acting downstream of the EGFR have been implicated in mediating KA-induced neurotoxicity [42, 43] . KA elicits seizures by direct stimulation of glutamate receptors, and indirectly by increasing the release of excitatory amino acids from nerve terminals [40] . We wanted to determine whether the absence of EGFR signaling affects the responses to glutamatergic stimulation in the brain.
Mice were injected intraperitoneally with KA at a dose of 25 mgÁkg À1 body weight. The KA-elicited seizures were measured over a period of 120 min and were classified according to their intensity within the first 25 min ranging from stage 1-6 as previously described [44] . seizure score 4, P = 0.433, n = 4). Pretreatment with MK801 also increased survival in Nestin and Gfap littermate control mice (0/3 deaths and 1/4 deaths, respectively) but had no effect on EGFR DNes survival following KA-induced epilepsy (4/4 deaths; Fig. 9B ). In addition to NMDAR antagonism, pretreatment of Nestin littermate control mice with the AMPAR antagonist NBQX significantly reduced epileptic scores in control mice (15 min time point, median score 2, P = 0.02; n = 4; Fig. 9A ) and significantly ameliorated KA-induced death (4/4 deaths, P = 0.0013; Fig. 9B ). EGFR DNes KA-induced seizures were similarly significantly ameliorated following NBQX pretreatment (median score 3, P = 0.02; n = 3; Fig. 9A ) but survival was not significantly affected (3/3 deaths, P = 0.051; Fig. 9B ). Similar to Nestin littermate control mice, pretreatment of Gfap littermate control mice with NBQX (n = 6; P = 0.007) or MK801 (n = 5; P = 0.048) significantly ameliorated seizures (Fig. 10A ) but had little effect on survival (Fig. 10B) . Pretreatment of EGFR DGfap mice with receptor antagonists (n = 7 MK801; n = 6 NBQX) had no significant effect on seizure severity or mouse survival following KA-induced epilepsy (Fig. 10A,B ). These results demonstrate that EGFR DNes and EGFR DGfap mice are much more sensitive to KA treatment than controls, with EGFR DNes mice displaying a more aggressive epileptic response compared with EGFR DGfap mice.
EGFR À/À cortical-derived astrocytes show defective glutamate uptake in vitro Next, we investigated the possible mechanism responsible for the hypersensitivity to KA-induced epileptic seizures in mice lacking the EGFR in the brain. KA leads to release of the excitatory neurotransmitter glutamate, which can directly stimulate glutamate receptors such as NMDAR1 and AMPAR1. The levels of glutamate are mainly regulated by glutamate transporters, which are abundantly expressed on astrocytes, whose primary function (among others) is to regulate extracellular glutamate levels. It has been shown that defective glutamate uptake by astrocytes can lead to neuronal death and degeneration (reviewed in [45] ). Thus, increased expression of glutamate receptors and/ or reduced expression of transporters could account for increased KA sensitivity. Glt1 and Glast are the two most prominent glutamate transporters in the adult brain accounting for the majority of glutamate transport activity in the forebrain and cerebellum, respectively [22, 23, 46] . As reported above, brains from young EGFR D mice retain EGFR protein expression. protein expression, however, no protein was detected in EGFR À/À astrocytes (Fig. 11A) . We, therefore, utilized EGFR À/À cortical and midbrain-derived astrocytes in subsequent glutamate transporter analyses. To determine if cortical and/or midbrain-derived astrocytes from EGFR À/À mice had decreased expression of glutamate transporters we investigated mRNA isolated from cultured astrocytes (n = 4). We identified significantly reduced expression of Glt1 (Slc1a2; P = 0.0058) and Glast (Slc1a3; P = 0.001) transcripts in EGFR À/À cortical-derived astrocytes but not in EGFR À/À midbrain-derived astrocytes compared with controls ( Fig. 11B,C) . No differences in Slc1A4 or Slc1A5 transcripts were observed between groups. These data indicate that EGFR is regulating the expression of glutamate transporter transcripts in cortical astrocytes but not in the midbrain. To investigate the hypothesis that astrocytes in EGFR ablated brains have defective/reduced glutamate uptake we utilized the well-established glutamate uptake assay [47, 48] . Primary cortical or midbrain astrocytes from P2 EGFR À/À mice or littermate controls were seeded into 24-well plates and incubated with tritium-labeled glutamate for 10 min under controlled conditions. We found that the total uptake capacity (V max ) of glutamate transporters was (Fig. 11D) Fig. 11D ). These results indicate that cortical but not midbrainderived astrocytes have significantly lower glutamate transporter expression. Astrocytes from EGFR-deficient mice are unable to efficiently transport the excitatory glutamate out of the synapse providing strong evidence that the observed neurodegeneration may be occurring due to excitotoxicity from excess glutamate.
Discussion
The objective of this study was to clarify the function of EGFR in the brain by employing EGFR knock-out (À/À) mice and mice lacking the EGFR specifically in ; Nestin-Cre) are also growth retarded [49] . Here, the growth retardation seems to be a secondary effect of a disease affecting intestinal function, which occurs as a consequence of postnatal degeneration of enteric neurons due to reduced release of growth factors by enteric glia. However, the growth retardation in ErbB2 flox/flox ; NestinCre is more severe with mice dying before 8 weeks of age [49] . It is possible that enteric neurons are less affected by the absence of the EGFR. Alternatively the growth retardation observed in EGFR D mice may be a direct consequence of the absence of EGFR signaling in the brain. Members of the EGFR family have been implicated in several functions in the hypothalamus, including locomotor activity [50] . ErbB4 signaling in hypothalamic astrocytes is linked to LHRH release and delayed female sexual maturation [51] . It is possible that the absence of the EGFR in hypothalamic cells may affect metabolism, leading to reduced feeding behavior or growth hormone secretion and may consequently be directly responsible for the growth retardation of EGFR D mice. Despite their reduced size, mice lacking EGFR in the brain showed no significant changes in behavioral responses over control mice following a plethora of behavioral tests. Increased entries were recorded for EGFR D mice in the elevated plus maze test illustrating a possible increased anxiety in these mice. This anxiety may be attributed to the loss of EGFR as it has been shown that antagonism of EGFR in cancer patients has caused increased anxiety and depression [52] . However, these symptoms could also be attributable to the severe skin rash caused by EGFR inhibition [53] and remains inconclusive as to whether mice experience like-minded states of anxiety. Initially, we had planned to use the conditional knock-out strategy to analyze in which neural cell-type EGFR signaling is required to prevent the cortical degeneration. However, no EGFR DGfap mice and only a small percentage of EGFR DNes mice showed signs of cortical degeneration throughout their lifespan. Extensive analysis with several neuronal markers did not reveal abnormal neuronal layering of cortical layers in EGFR-deficient brains. One phenotype observed in the brain of EGFR À/À mice also found in EGFR D brains are the ectopic neurons in the white matter of the hippocampus. The presence of these ectopic neurons indicates a function for the EGFR in neuronal migration. EGFR signaling has previously been implicated in mediating migratory processes in the brain [3, 54] . The EGFR family member ErbB4 is responsible for guiding the migration of a subset of inhibitory interneurons from the subpallium to the cortex and the hippocampus [55] . In the hippocampus, interneuron migration occurs along prospective white matter tracts [56] and during early postnatal development EGFR expression was observed along these migratory routes [57] . Interestingly, the ectopic neurons found in EGFR D mice are situated along this route. HB-EGF is highly expressed in the hippocampus during late embryonic development [58] . Therefore, it is possible that HB-EGF-induced EGFR signaling contributes to the migration of interneurons into the hippocampus. Due to the high expression levels of HB-EGF the EGFR protein is probably degraded earlier in the hippocampus than in the cortex, and the absence of EGFR signaling during later stages of migration leads to the ectopic arrest of neurons in the white matter tract.
To analyze the function of the EGFR in the adult brain we applied several models of brain injury. These experiments were performed in adult mice where the EGFR protein could no longer be detected in the brain. In models where the major response to insults is reactive astrogliosis, like stab wounding and Prion infection, we did not observe any defects in mice lacking the EGFR in the brain. These results suggest that although EGFR signaling may play a supportive role during astrogliosis it is not strictly required for injury repair. The third model of brain injury applied was the KA seizure model. Susceptibility to Kainic Acidinduced toxicity has been described to differ in intensity according to the genetic background [41] , which might explain the different sensitivities of the Nes and Gfap control mice. Independent of the genetic background, EGFR DGfap and EGFR DNes mice were clearly more susceptible to KA-induced seizures, with more severe and prolonged seizures most often leading to fatality. The excitatory mechanism occurring in an epileptic seizure has been well clarified to be caused by activation of the ionotropic glutamate receptors NMDAR, AMPAR, and the Kainate receptor [59] (reviewed extensively in [60] ). Complementary studies have shown that successful inhibition of ionotropic NMDAR [61, 62] and AMPAR [63] have significantly ameliorated epileptic seizures. Indeed treatment with the AMPAR and NMDAR antagonists MK801 and NBQX significantly ameliorated the KA-induced seizures in control mice. These antagonists had, however, no effect on seizures or survival in EGFR DGfap and EGFR DNes mice. The reason for this might be the short half-life of these antagonists combined with the excess glutamate present in EGFR deficient brains. The increased excitotoxicity observed in mice lacking the EGFR in the brain may be the result of diminished glutamate uptake by astrocytes, which express reduced levels of the glutamate transporters Glt1 and Glast. [19, [64] [65] [66] . Glt1 and Glast have been well documented to play a critical role in regulating the amount of glutamate in the synaptic cleft between pre-and postsynaptic neurons [22, 23, 46, [67] [68] [69] [70] . Furthermore, EGFR has been implicated in the regulation of astrocytic glutamate transporters in vitro and specifically, it has been shown that Glt1 expression is positively regulated by EGFR activity in cultured astrocytes [67, 68] . Interestingly, we found that loss of EGFR affected the expression of Glt1 and Glast exclusively in cortical-derived astrocytes but not in midbrain-derived astrocytes. Similarly, glutamate uptake was reduced in cortical but not midbrain derived EGFR À/À astrocytes. In conjunction with our findings, studies reporting that transgenic animals overexpressing Glt1 were less sensitive to seizureinduced neuronal damage illustrate that amelioration of seizures is at least in part attributed to the functional activity of Glt1 [68] . It remains unknown as to why midbrain astrocytes are unaffected by the loss of EGFR. One explanation is the absence of a postnatal neurogenic niche, or conversely, the cortex phenotype may be associated with the presence of a neurogenic niche [27, 71] , however, further studies are require to elucidate these hypotheses.
In summary, we demonstrate that complete loss of EGFR in the brain results in severe neurodegeneration and a reduction in the neurogenic potential of neural stem cells. In contrast, Cre-mediated deletion of EGFR in the brain results in only rare neurodegeneration but severe susceptibility to KA induced epilepsy that is not ameliorated with glutamate receptor antagonists. We show that cortical but not midbrain-derived astrocytes have reduced glutamate transporter expression and reduced glutamate transporter activity providing a mechanism of glutamate excitotoxic-induced neuronal death. Elucidating the mechanism by which EGFR prevents glutamate-mediated neuronal toxicity may have important implications in identifying treatment options for neurodegenerative and seizureassociated diseases in the brain.
Material and methods
Animal experiments
The EGFR f/f mice bred to GFAP-Cre+ and Nestin-Cre+ mice were maintained on a mixed genetic background (C57BL/6J 9 129/Sv 9 CBA/J 
Behavioral tests
Animals were initially assessed by Basic Observational Neurological and physical assessment (NOB) as detailed in [73] . Mice were then assayed for a number of behavioral tests including the Rota rod test (RR) [74] , Open field test (OFT) [75] , Light Dark Box test (LDB) [76] , Elevated Plus Maze (EPM) [77] , Tail suspension test (TST) [78] , Forced Swim test (FST) [79] , and sucrose Preference test (SPT) [80, 81] . Tests were performed as detailed by references 
Southern blot
Southern blots were carried out as previously described [31] with some changes: Mouse genomic DNA was digested overnight. The samples were run on a 0.7% agarose gel and blotted overnight. Probes were labeled using the Stratagene labeling kit II (Amersham, Buckinghamshire, England) and hybridization was performed in Church Buffer at 65°C overnight. Membranes were wrapped in Saran Wrap and films were exposed for several days.
Western blot
Cells/tissues were homogenized with ice-cold solubilization buffer (50 mM Hepes pH7.3, 150 mM NaCl, 10% glycerol, 1.5 mM MgCl 2 , 1% Triton X-100, 1 mM EGTA pH8, 10 mM Na 2 P 2 O 7 , 0.001% Aprotinin, 0.001% Leupeptin, 25 mM NaF, 1 mM NaVO 3 , 1 mM PMSF, 20 mM PNPP, 10 mM sodiumpyrophosphate) and lyzed on ice for 30 min. Lysates were cleared by centrifugation for 10 min at 10 000 g and 4°C. Lysates were shock frozen and stored at À80°C. Protein separation was performed on SDS/ PAGE Gels and proteins were transferred to nitrocellulose membranes (Amersham). Membranes were incubated with primary antibodies overnight and with secondary antibodies for an hour. Detection was performed using ECL (Amersham). Antibodies used in western blot: anti-EGFR (Upstate 06-129, 1 : 1000), anti-actin (Sigma, 1 : 100, St. Louis, Missouri, United States), anti-tubulin (Sigma, 1 : 100), anti-Rabbit HRP (DA(À/À, 1 : 10 000), antiSheep HRP (DA(À/À 1 : 10 000).
Astrocyte cultures and qPCR
Astrocytes were prepared between E18.5 and P2. Single-cell suspensions were seeded in astrocyte medium (DMEM high glucose; 2 mM glutamine; 1 9 penicillin/streptomycin; 5% fetal bovine serum (FBS); 5% Horse Serum (HS). Nearly confluent astrocyte cultures were trypsinized and reseeded in astrocyte medium. DMEM high glucose, penicillin/ streptomycin, horse serum, and glutamine were obtained from Invitrogen and FBS was purchased from PAA. RNA was isolated using a QIAgen spin miniprep kit (27104) and cDNA obtained from total RNA by reverse transcription with SUPERSCRIPT First-Strand Synthesis System (Invitrogen, Carlsbad, California, United States). qPCR analysis was done as described in [19] . Assay on demand Taqman probes from Applied Biosystems (Foster City, California, United States): Glt1: Mm00441457_m1; GLAST: Mm00600697_m1; Slc1A4: Mm00444532_m1; Slc1A5: Mm00436603_m1.
Neurosphere assays
Neurospheres were isolated as detailed in [27] . Briefly, SVZderived tissue was dissociated in 1 9 Accutase (Life Technologies A1110501, Carlsbad, California, United States) for 7 min at 37°C, cells centrifuged at 100 g for 5 min, supernatant removed and cells resuspended in 2 mL NS media (DMEM Thermo, 50- 
Stabwound/blood-brain barrier HRP experiments
The animals were anesthetized with a combination of ketamine and xylazine according to standard protocols. Forebrain stab injuries were inflicted using a sterile No.11 scalpel blade 1 mm rostral to the bregma into the right hemisphere. The skin above the wound was closed with a suture clip. Mice were killed 7 and 35 days after the stab wounding using a lethal dose of ketamine and xylazine and were transcardially perfused with 4% paraformaldehyde (PFA). Whole mouse brains were fixed in 4% PFA, and then incubated in 20% sucrose overnight. After embedding in OCT (Sakura, Alphen aan den Rijn, The Netherlands) the tissue was shock frozen on dry ice and stored at À80°C. For the BBB experiment HRP (5 mg/mouse) was injected with into the tail vein as detailed in [82] . One hour after the HRP injection mice were killed and the brains were prepared as described for the stabwound experiment.
Kainic acid-induced epilepsy
Mice were intraperitoneally injected with Kainic Acid at a dose of 25 mgÁkg À1 . Mice were observed for 120 min following treatment, and kainate scores were evaluated every 5 min on a scale from 0 to 6. Seizures were scored as follows: 1, arrest of motion; 2, appearance of rigid posture; 3, myoclonic jerks of head and neck, with brief twitching movements; 4, forelimb clonus and partial rearing, unilateral; 5, forelimb clonus, rearing, falling, bilateral; 6, generalized tonic-clonic activity with loss of postural tone, often resulting in death. To study NMDAR and AMPAR antagonism we used MK801 (Tocris 0924, Bristol, United Kingdom) and NBQX (Tocris 1044), respectively. MK801 was administered 20 min prior to KA injection at a concentration of 0.2 lgÁg À1 and NBQX was injected 10 min prior to KA injection at 30 lgÁg À1 concentrations. All injections were done via intraperitoneal injection. Given the half-lives of the antagonists also used in this study we underwent analysis at 20 min post-KA injection.
Prion infection
Mice were intracerebrally injected with the RML prion strain at doses of 10 À1 U LD50 and 10
À4
U LD50. Mice either succumbed to the disease or were euthanized when pathological symptoms became apparent. Brains were then fixed in PFA and processed for histology as described [37] .
Histology and immunohistochemistry
For routine histology brain sections were stained with hematoxylin/eosin and Bielschowsky silver stain according to standard protocols. Immunohistochemical stainings were carried out on an automated Nexus staining apparatus, following the manufacturer's guidelines. Visualization was achieved using biotin/avidin-peroxidase (DAKO K3954) and diaminobenzidine as a chromogen. For the BBB experiment transverse brain sections were developed using DAB (diaminobenzidinetetrahydrochlorid) as HRP substrate.
Sections were rinsed in PBS and stained with DAB for 20 min. Stainings were visualized using the DAB peroxidase substrate kit (Vectashield, Burlingame, California, United States), rinsed 3 9 with PBS and mounted onto slides. After dehydration sections were coverslipped. For Immunofluorescent imaging, stainings were performed on 5uM cryosectioned tissue following standard protocols and if necessary a citric acid buffer antigen retrieval protocol was applied. Antibodies used: F4/80 (eBioscience 14-4801, Thermofisher), anti-GFAP (1 : 300, DAKO Z0334), NeuN (Millipore MAB377, Burlington, Massachusetts, United States). Fixation and staining of the brains used in the prion experiment was performed as described [37] .
Glutamate uptake assays
Glutamate uptake assays were carried out on EGFR +/+ or EGFR À/À cortical and midbrain derived astrocytes as detailed in [72] . Briefly, primary isolated astrocytes were seeded into 24-well plates at a density of 50 000 cells/well prior to carrying out the uptake assay. Following approximately 3 days in culture (or~80% confluence. Minimum 70% confluence) uptake assays were performed. Briefly, cells were washed with Krebs-HEPES buffer (KHB: 10 mM HEPES, 130 mM NaCl, 1.3 mM KH2PO4, 1.5 mM CaCl2, 0.5 mM MgSO4, pH 7.4 adjusted with NaOH). After a 15 min preincubation step in KHB, glutamate uptake was started by adding KHB containing 0.05 lM [³H] glutamate (Perkin Elmer, Waltham, Massachusetts, United States; specific activity: 50.6 Ci/mmol) including different concentrations of unlabeled glutamate (up to 200 lM) to the cultures. Uptake was done at room temperature and stopped after 10 min by adding ice-cold KHB. Nonspecific uptake was performed in the presence of 10 lM L-trans-pyrrolidine-2,4-dicarboxylate (PDC). Cells were washed twice with ice-cold buffer prior to cell lysis. Radioactivity was measured using a liquid scintillation counter and 30% of the cell lysate was used for protein determination using a bicinchoninic acid assay (Bio-Rad, Hercules, California, United States).
Statistical analysis
Statistical analysis and graphical representation were performed using Microsoft Excel and Graph Pad Prism Software. Experiments were analyzed using t-tests, one-way ANOVA followed by post hoc Scheffe tests (for behavioral analyses), Cox-Mantel tests (for survival plots) and a P-value < 0.05 was considered statistically significant. All n-values shown indicate biological repeats.
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